Abstract: With the aim of characterizing the active ingredients lupenone and β-sitosterol in Rhizoma Musae samples a reversed-phase HPLC method for the separation of these two compounds in Rhizoma Musae samples was developed (regression coefficient > 0.9996). The method was further applied to quantify lupenone and β-sitosterol content in Rhizoma Musae samples cultured in different growth environments. Different variables such as geographical location, growth stage, and harvest time, demonstrated differential effects on lupenone and β-sitosterol levels. Moreover, we determined the optimum conditions for cultivation and harvesting of Rhizoma Musae herbs. Lupenone administration caused a significant reduction in fasting blood glucose (FBG) levels in diabetic rats at doses of 1.78, 5.33, and 16.00 mg·kg for 14 days, the glycated hemoglobin (HbA1c) levels of diabetic rats also significantly reduced at doses of 5.33, and 16.00 mg·kg
Introduction
Musa basjoo Sieb. et Zucc. (called "ba-jiao" in Chinese) is consumed as both food and medicine in various regions of China. The dried rhizome of ba-jiao is Rhizoma Musae, recorded in the Compendium of Materia Medica [1] . The herb has been used for centuries in Miao medicine practice for heat-clearing and detoxifying treatments, as well as quenching of thirst and as a diuretic [2, 3] . Recent studies have reported that Rhizoma Musae has anti-bacterial, anti-α-glucosidase, anti-diabetic, anti-inflammatory, and analgesic properties [4] [5] [6] [7] [8] . In China, Rhizoma Musae is used as a raw material for many pharmaceutical preparations, such as gukangjiaonang, gukangpian, and zhongtongshupenwuji.
Recently, we successfully isolated lupenone and β-sitosterol ( Figure 1 ) from the ethyl acetate fraction of Rhizoma Musae [9] . Current studies have shown that lupenone and β-sitosterol possess multiple pharmacological activities. For example, in vitro studies have found that lupenone stimulates melanogenesis in B 16 murine melanoma cells [10] , as well as inhibits α-glucosidase (α-Glu) and protein tyrosine phosphatase 1B (PTP1B) activities [11, 12] , Furthermore, lupenone inhibits adipogenic differentiation via downregulation of peroxisome proliferator-activated receptor PPARγ expression in 3T3-L1 cells [13] . Additionally, previous studies have reported that β-sitosterol inhibits the growth of HT-29 human colon cancer cells and induces apoptosis of LNCaP human prostate cancer cells in vitro [14, 15] . β-Sitosterol also has the potential to function as an anti-cancer agent for controlling colon carcinogenesis [16] . Moreover, β-sitosterol possessed potential anti-diabetic and anti-oxidant activities in streptozotocin-induced hyperglycemia models reported by Gupta et al. [17] .
Lupenone and β-sitosterol are likely the primary bioactive constituents responsible for the therapeutic efficacies of Rhizoma Musae [11, 12, 17] . Managing the active ingredients in herbs may be a feasible approach to control the therapeutic qualities of medicinal herbs [18, 19] . To the best of our knowledge, no method has been reported for the characterization of lupenone and β-sitosterol in Rhizoma Musae, an important strategy in the comprehensive evaluation of lupenone and β-sitosterol in Rhizoma Musae cultivation.
For the first time, this study monitored and quantified lupenone by HPLC. A simple method was developed for concomitant determination of lupenone and β-sitosterol in Rhizoma Musae based on HPLC-UV. This method can be used for the quality control of Rhizoma Musae and help guide optimal cultivation and harvesting of the herb. This study also characterizes the glucose-lowering effect of lupenone in experimental type-II diabetes.
Results and Discussion

Optimization of Sample Preparation
The effect of extraction method, solvent and time on the extraction efficiency was investigated. The results are summarized in Table 1 . In examining the differences between ultrasonic and reflux extraction of Rhizoma Musae samples, refluxing was observed to completely extract lupenone and β-sitosterol. When comparing each extraction of 1-, 2-, and 3-cycle 1.5 h-long extractions of Rhizoma Musae, it was observed that a 2-cycle extraction of lupenone and β-sitosterol resulted in complete extraction. Methanol, ethanol, 95% ethanol, 50% methanol and 50% ethanol were evaluated as the extraction solvents, and methanol was observed to possess the greatest extraction efficiency. While using the 2-cycle 1.5 h-long extraction of Rhizoma Musae by ultrasound the result showed that the extraction does not occur at exactly the same extraction time. Therefore, the optimum extraction method consisted of methanol refluxing of the extract for two 1.5 h-long cycles. 
Optimization of Chromatographic Conditions
Full-band UV scanning results showed that the detection signals of lupenone and β-sitosterol were stronger at 206 nm (Figure 2) , and that monitoring the absorbance of 206 nm was therefore conducive to the detection of both lupenone and β-sitosterol.
A comparison of the different proportions of mobile phase constituents (methanol, acetonitrile, water, 0.1% acetic acid in water, and 0.1% aqueous phosphoric acid), found that a methanol-acetonitrile (1:1) mixture achieved complete separation. The use of a double-pump caused instability in the baseline, perhaps because, at low wavelengths, the mobile phase was not uniformly mixed in the device, and was accompanied by temperature fluctuations upon mixing. Through the primary configuration and application of a single pump, mixing of the mobile phase in the device can be minimized. The temperature of column and flow-rate, were evaluated at different column temperatures ranging from 25 to 35 °C and the flow-rate from 0.5 to 1.0 mL/min. The desired separation of lupenone and β-sitosterol was obtained by using methanol-acetonitrile (1:1) as the mobile phase, with fractions measured at 206 nm wavelength, a column temperature of 25 °C, and a flow rate of 0.7 mL/min.
Method Validation
The results from Tables 2 and 3 suggest that a superior method for the determination of specificity, precision, accuracy stability and repeatability exists to quantify lupenone and β-sitosterol content in Rhizoma Musae. Method specificity was apparent by the baseline chromatographic separation of the two components ( Figure 3 ) with a resolution factor of greater than 1.5. The correlation coefficients of the calibration curves for lupenone and β-sitosterol were 0.9998 and 0.9996, respectively, indicating a good linear detector response in the investigated dynamic range. The LOD and LOQ for lupenone and β-sitosterol were less than 4.21 µg/mL and 21.52 µg/mL, respectively ( Table 2) , showing that the analytes have high sensitivity. The RSD of precision was <2.51%, and the recoveries ranged from 96.77% to 104.52%; this indicated that the method allows highly accurate and precise simultaneous analysis of the two analytes. The sample solution can be regarded as stable within 24 h, because the RSD values were <2.24%. The RSD values of the component contents were <2.83, which suggested the repeatability is good. 
Quantitative Determination of Lupenone and β-Sitosterol in Rhizoma Musae
Thirty seven Rhizoma Musae samples from different altitudes, origins, harvest months, harvest times (within a day), and growth stages were analyzed with the developed quantification method. The contents of lupenone and β-sitosterol varied markedly with each sample (Tables 4-7) . Table 7 . Levels of lupenone and β-sitosterol in Rhizoma Musae samples at different growth stages. When harvesting Rhizoma Musae herbs at comparable growth stages (approximately 15 cm) and harvest times, samples from different altitudes did not display consistency in lupenone and β-sitosterol content. Furthermore, the content of the two ingredients of Rhizoma Musae from different regions was different too. The difference between the lowest and highest altitude levels was up to 5-fold, indicating that the ecological environment has an important effect on the lupenone and β-sitosterol content. Therefore, the growth environment of Rhizoma Musae herbs should be chosen with great care at the appropriate locations, like Zhizhong and Medog County (Figure 4) . From Figure 5 , the histogram showed that the content of lupenone and β-sitosterol in Rhizoma Musae collected from different harvest times varied widely in all the samples having comparable growth stages from the same origin. During May and June collections, the content of lupenone was relatively higher, while during collections from February to June, the content of β-sitosterol was higher than in the other months ( Figure 5 ). The possible reason for the content difference could be that ba-jiao can access to adequate water supplies from January to June in China. This observation is illustrative of the degree to which the two medicinal ingredients in Rhizoma Musae are affected by season. Our results also suggest that the statement regarding herb standards described in Guizhou [2] , that "Rhizoma Musae herbs can be harvested throughout the year" was rather imprecise. Ba-jiao is a perennial herb, and when we measured the largest part of fresh Rhizoma Musae using a standard ruler, the obtained size (diameter) was used to represent the growth stage. The different growth stages (5, 7, 10, 13, 15 , and 20 cm) of Rhizoma Musae collected at the same harvest time and origin displayed a range of lupenone and β-sitosterol levels. When the diameter of Rhizoma Musae was approximately 7-13 cm, lupenone content was higher. By contrast, to obtain higher levels of β-sitosterol, the best harvest diameter was approximately 5-10 cm (Figure 6 ). This observation indicated that the two ingredients did not increase with an extension of the growth period, but they displayed a nearly normal distribution. Therefore, Rhizoma Musae harvesting should be performed at a suitable growth stage to result in a maximum yield of lupenone and β-sitosterol isolation from Rhizoma Musae. The results in Table 6 show that lupenone and β-sitosterol content vary at different time periods within a single day (8:00, 10:00, 12:00, 14:00, 16:00, and 18:00). Low amounts of lupenone accumulated at 12:00-14:00, which is perhaps associated with the degree of light intensity. However β-sitosterol content displayed no major changes throughout the day (Figure 7) . Therefore, Rhizoma Musae harvesting should be performed at the proper time in order to obtain optimum levels of lupenone and β-sitosterol. 
Samples (cm) Lupenone Content (µg/g) ± SD β-Sitosterol
Effects of Lupenone on Fasting Blood Glucose and HbA1c Levels in Rat
The effect of lupenone (1.78, 5.33, and 16.00 mg/kg) on FBG levels in SD rats was determined. Both positive control (rosiglitazone) and lupenone groups displayed significantly (p < 0.05) reduced blood glucose levels compared to the diabetic control group (Table 8) . Lupenone administration also caused a significant reduction in HbA1c levels in diabetic rats at doses of 5.33 and 16.00 mg·kg
Although lupenone has been reported to inhibit α-glucosidase and PTP1B enzyme, oral dosing studies in animal models have not been performed. The observations fail to explain the relationship between lupenone and diabetes. We report that lupenone action (at three different doses) affected lower blood sugar activity in a type-II diabetes animal model. Lupenone administration also caused a significant reduction in HbA1c levels. This result suggests that lupenone has potential value for development into an anti-diabetic agent. All the values are expressed as mean ± SD; n = 10; * p < 0.05 values are significant compared to control; ** p < 0.01 values are significant compared to control.
Experimental Section
Samples, Chemicals, and Reagents
Thirty seven samples of Rhizoma Musae were identified by X.P. Wang, Department of Pharmacognosy Guiyang College of Traditional Chinese Medicine, China. All voucher specimens were deposited in the Department of Pharmacognosy, Guiyang College of Traditional Chinese Medicine, Guiyang, China. Lupenone was isolated previously from the rhizomes of Rhizoma Musae by chromatographic separation on a silica gel column, and its structure was elucidated by comparison of its spectral data (mp, MS, 1 H-NMR) with reference standards [9] . The purity of lupenone was greater than 98%. β-Sitosterol (≥98%) was purchased from Shanghai Yuanye Bio-Technology Co., Ltd. (Shanghai, China). HPLC-grade methanol and acetonitrile were purchased from TEDIA Co. (Fairfield, OH, USA) and the deionized water was purchased from Wahaha Group Co., Ltd. (Hangzhou, China). All other analytical-grade solvents were purchased from Shanghai Zhenxing Chemical No. 1 Factory (Shanghai, China). Streptozotocin (STZ) was purchased from Sigma-Aldrich (St. Louis, MO, USA).
Animals
All experiments were performed on inbred 6-week-old male Sprague-Dawley (SD) rats (200 ± 20 g) obtained from Chongqing Tengxin Biological Technology Co., Ltd. (Chongqing, China; qualification number: SCXK chongqing 2007001). The colony was maintained under controlled conditions of temperature at 23 ± 2 °C, 50 (±5)% humidity and a 12-h light-dark cycle. All the animals in the study were cared for and treated humanely according to the national legislations of China, as well as local guidelines. The animal experiments were approved by the Ethics Committee for Animal Experiments of Guiyang College of TCM.
Instrumentation and Chromatographic Conditions
The HPLC system used was a Shimadzu LC-20AT instrument (Shimadzu Corp., Kyoto, Japan), with Diamonsil C18 columns (250 × 4.6 mm; 5 μm) (Beijing Dikma Technology Co., Ltd., Beijing, China) at a column temperature of 25 °C. The flow rate was 0.7 mL/min. A Rheodyne 7725i sampling valve (Cotati, CA, USA) equipped with a 20-µL sample loop was used for sample injection. The mobile phase was acetonitrile-methanol (50:50, v/v), using isocratic elution to obtain optimum resolution. The injection volume was 20 µL.
Standard Solution Preparation
Standard stock solutions of lupenone and β-sitosterol were prepared in methanol at concentrations of 402.00 and 404.00 µg/mL, respectively. Methanol was used to dilute the stock solution to the appropriate concentration for the experiment.
Sample Solution Preparation
Rhizoma Musae samples were crushed into powder, and dried at 50 °C to a consistent weight. The accurately weighed herbal sample (1.0 g) was placed into a 100-mL glass round-bottom flask, followed by the addition of methanol (50 mL). Next, the flask was weighed and heated under reflux in a water bath at 64 °C for 1.5 h, allowed to cool, and methanol was added to compensate for the loss of the solvent, followed by mixing. The resulting extract was subsequently filtered. Another 50 mL methanol was added, and the steps above were repeated for a second time. After the extract was filtered, the two filtrates were combined, and all successive filtrates were evaporated to dryness, with the residue dissolved in 10 mL of methanol. Finally, the extract was filtered through a 0.22-µm filter membrane (Tianjin Jinteng Experiment Equipment Co., Ltd., Tianjin, China) for subsequent analysis.
The effect of extraction method, solvent and time on yield was studied by using a monofactorial experimental design involving two extraction methods (reflux protocol and ultrasonication), five extraction solvents (methanol, ethanol, 95% ethanol, 50% methanol and 50% ethanol), and three extraction times (1-cycle, 2-cycle, 3-cycle 1.5 h).
Calibration Curves
Methanol stock solutions containing two analytes were prepared and diluted to appropriate concentrations for construction of calibration curves. Six concentrations of the two analytes solution were injected in triplicate, and the calibration curves were subsequently constructed by plotting the peak areas vs. the amount (µg/mL) of each analyte. The results are displayed in Table 1 .
Limits of Detection and Quantification
Lupenone and β-sitosterol methanol stock solutions were serially diluted to appropriate experimental concentrations with methanol, and an aliquot of the diluted solutions was injected into HPLC for analysis. The limits of detection (LOD) and quantification (LOQ) under the present chromatographic conditions were determined at a signal-to-noise ratio (S/N) of 3 and 10, respectively. LOD and LOQ for each compound are displayed in Table 1. lupenone in other herbs. Concomitant characterization of lupenone and β-sitosterol in Rhizoma Musae by HPLC can be applied to the quality control of future Rhizoma Musae-derived medicines.
To optimize the yield of lupenone and β-sitosterol, we examined lupenone and β-sitosterol content in Rhizoma Musae from different regions, harvest times, sizes, and time points. Our results can be a useful guide for the efficient planting and harvesting of Rhizoma Musae.
We also demonstrated that lupenone treatment significantly lowered FBG and HbA1c levels in diabetic rats-The first report of lupenone's hypoglycemic activity in vivo. Further investigations are required to support the development of lupenone as a therapeutic candidate for the management of diabetes.
